. (a) Gating strategy for FACS analysis of the CD45+ cell population in human milk. PI staining separated nucleated cells from non-cellular particles. Then, exclusion of dead/dying cells allowed quantification of viable CD45+ leukocytes. (b) Two examples of reduction of leukocyte content from colostrum to transitional milk (orange: dyad 1, green: dyad 2). (c) Example of increase in breastmilk leukocyte content (% out of total cells) with infection of the mother/infant dyad. Upon recovery of the dyad, the milk leukocyte content returns to a low baseline level. (d) A delayed response of milk sIgA, IgG and IgM concentration to infection was observed in some mother/infant dyads. Here, values are shown for dyads that provided a recovery breastmilk sample (N=12). For N=6, the pattern is pre/inf1/post (pre: pre-infection healthy sample; inf1: infection sample; post: postinfection healthy sample); for N=5, only the infection (inf1) and the recovery sample (post) was obtained; for N=1, there is a sequence of healthy-inf1-healthy-inf2-healthy, which corresponds to pre-inf1-post-inf2-post2 (blue). Black indicates increase with infection and return to baseline levels upon recovery (expected pattern). Blue and red indicate patterns different to the expected. Figure S2 . Individual leukocyte counts by infant age and health status. Healthy samples are indicated with (blue) circles, infection samples with (red) triangles, and colostrum with (black) squares. For ease of reading, they have been separated into (a) all samples taken prior to 60 weeks of age and (b) all samples taken post 60 weeks of age. No participant contributed samples in both these time periods. All samples were unilateral, with the exception of the individual marked '*', where two samples were taken at 33 weeks (mastitis in one breast, no infection reported in the other breast).
Infant age (weeks)
Number of immune cells Table S2 . Antibodies used for flow cytometry, immunostaining and ELISA, and microtitre plastic plates used for ELISA.
